Bacterial glycoproteins are of increasing interest due to their abundance in nature and importance in health and infectious diseases. However, only a very small fraction of bacterial glycoproteins have been characterized and its post-translational modification machinery identified. While analysis of glycoproteins can be achieved through various techniques, this is often limited by the specific characteristics of individual proteins such as type and level of glycosylation. Lectins are sugar-binding proteins that recognize specific glycoconjugates in a manner similar to antigen-antibody interactions. Here, we describe a simple method for the detection of glycoproteins using lectin-based Western blot analysis, which can be applied to different organisms and coupled with various other strategies for complementary analysis.
h. An oversized piece of PVDF membrane, to cover the entire gel, is soaked in methanol first followed by transfer buffer and then placed on top of the gel.
i. The rest of the transfer "sandwich" is completed and proteins are transferred to the membrane for 1 h at 100 V in the presence of transfer buffer and an ice unit block to absorb heat produced during transfer. j. Sandwich is disassembled, membrane is removed and any extra piece of membrane that is bigger than the gel is cut out.
3. Block membrane with 5% BSA solution for 18-20 h at 4 °C with slow rocking. Wash membrane 3x by adding 20 ml of washing solution and slow rocking for 5 min to remove excess BSA. Then, incubate the membrane with the primary solution (biotinylated lectin in 0.5% BSA) at room temperature for 1 h with slow rocking. 4. Wash membrane 3x followed by the addition of the secondary solution (HRP-streptavidin in 0.5% BSA) and incubate at room temperature for 1 h with slow rocking.
After incubation with secondary solution, wash the membrane 4x to visualize biotinylated
lectins bound to glycoproteins using enhanced chemiluminescent detection kit, mix equal volumes of detection solution 1 and detection solution 2 (for a final volume of 0.125 ml per cm 2 of membrane) and incubate for 1 min at room temperature. 
